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:$^vEm:t Pft #^ IR] 6tl T^'J^f 'J ^ if §'J ^1^ 



^ if B: 99 07 19 OOj QO'XQ^ 

^ if -t: 99 1 09881.1 




t A: ^ 7t 



PRIORITY 
DOCUMENT 

SUBMITTED OR TRANSMITTED IN 
COMPLIANCE WITH RULE 17.1(a) OR (b) 



2000 ^7 E26B 



^ m ^ ^ ^ 



10 



15 



1. ■^mm&^mi^^^^mm^^mm.'^^, ^'^^^^^m^m 
b. ^ 6o-ioot:TiD^> 

6*1 8-15 

5. mmumm^ i ^^^mh^^jmm^^^ 8o-c-95 

20 "Co 

25 3.8-4.2. 

30 a. )l^jl£^^|^^3e^^^5.20>f|f7k't', i^fi^^l&filSSibS, 




10 



15 



20 



25 



b. ^ 60-100-cTtn^. KkmBmm^n, 



^&&<J8-I5^g. 

11. u^mmi^ 10 a ^^TK^mMth'^m 

12. ummm^fi^^'^^' ^^0mh^^iK\Wtm&^io-c. 

13. m^gWJ^* 12 ^^^i^^b ^&«I*n*iJSE^^ 90-Co 

14. m^nmm^ « ftua^ti, ^^'i^ii c ^mi^m ph <iiiiirM 

3.8-4.2. 

b. i^6o-iooicTin«i. '^&B^m^n, 

16. mJg*Sl*iJS* I5 6<jm^tl. »4'^^Si£3£&*SJS^- 



30 



2 




17. mn^mm^ is mm^m, ^^^w a ^mymmA^Tm 

18. mig^*]JI^ 17 K't'^il a 4" fl<J7X6<Jffl»^^m 
5 |^6«J10m. 

-95X:o 

20. mmum^^ 19 fitiM-^ife. S^'^SIb '*'6<iip^ia;g^ wx;. 

21. migtSl^OS^^ 15 m^^^, ^^PM c ^iSgt^lsW pH ^IlSllf 
g 3.8-4.2. 




15 22. -^^SS^^SMfi^J^^S DNA ^J, ^4''^W?t57W^SS<J 

a. mMmmmi'mmT- 5-20 i^7K^ , m^mmmmntm., 

b. T 6o-iooicTjtin?»i, ?^iiijB©yK^>i^. 

23. is^tsi7fij5i*22fitia'a-#». ft+M^asasSfiiJiS^. 

25 24. *gJg:Rf!j^^ 22 fi*]^-^^. a 4"6<j7Xfi<JfflS^^II 

25. umuMm^ 24 ^m^^. ^"^^m a 4'S<j7K6<]ffl*^^^ 

10 -fg. 

30 



3 




7 



26. ^mwrn^-n^^-^^^ ^'4'i^sib^=wjn*S!mje^tj 80-c 



-95 "C, 



27. ^%mm^ 26 Wa-^tl. K+i^SS b ^'fitjlJn^^aiS^t, 90X:. 



28. w^mmi^ 22 ^-t-i^ii c ^m.w^ ph fiiii^ 



29. '^msa^«ii6^^6^J't?i«^J. »4'^W?&?fW^M&?i^ 
b. ^ 60-ioot:T*P^, ?^4pjs@J^^^'. 

30. m^tsi^'j^*29 Sym^tl. 

31. mmm^-^ 29 s^j^^^^. ^4"^^ a -t-fi^iTKMi^t,^^ 

20 8-15^&. 

32. «$ltsi^m^ 31 a ^6tJ7K«Klffifi^^^ 
Jfi&WlO^. 

25 33. tSM^'FtlH* 29 mm^^, n'PPM b ^-fitiin^^SS^ sox: 

-95 TC. 



30 



35. mmmm^ 29 ^m-^m, ^^^n c •t' ph ^tis^ 




5 



10 



15 



3.8-4.2. 



36. -^^ge^a^m^fi^ii^^^J' ^I'^w^^jf^^mfiti^s 



37. m«t5l7fm^36e<I^'^!^. ^^-K^^i&S^SJii^. 

38. mM^mm^ 3? e^i^^*^. »f a "ftKiTKfKj^sr^^aE 

^&fl<J 8-15 -fS. 

40. 36 6«J^-^^, ^'I'^ii b ^^M^^m.^ 801C 
20 -95X: . 

41. Wm^mW^ 36 fitJ^-^^. b 4^ WiraMS^ 90-C. 

42. m*gtSi^»Jll^ 36 ^^^m, c ^'JKI*^*! pH M-M^ 
25 M 3.8-4.2. 

43. mm&^mn^^^M^:^^' n'^n^^m^ 

b. ^ 60-iooicTin*?^. n-mjsmm'^'^' 

30 c. mmwmpii^Mm<7, ^mnmm^M> 



5 




45. mmmm^ 43 mm^^, %^^m a ^mymmm^^f^M. 

-95'C. 

48. 47 atna-a-^a. b ffitiJtoMS^ 9o-c. 

49. m$gt5i5pj^^ 43 mm^m, n^^^m c ^mw^ ph {tmr 

M 3.8-4.2 o 




6 



5 



10 :^^m^^nM 

AinMmpkmm%^mm'^'^'^mift<i^mm^^mo ^ 1974 s 

Mo 

15 

20 ^EB^il^VF'^^TDB^ 58-12832 ^, M^J Jk^^'^MAmmM.'^^ 

30 



* a 9^ g W ^. - - ^+ ^ S e ^ ^ 4i ^ ^ 6<J ia ^ M 

20 

b. ^ 60-100 'CTiP*?^. ?^4PM®^^1^» 



30 



2. c&#jitJflL5?jS^> 0l#Jfil*a. $^^ltD.'h^^<t» 

+ 18-22 C-57 ''hg.. 

KJL ^^Co-vM^a^T^aMl*. 2S»J« 600 itft^^^ 8.64 fir 

ffi6<j*KS:Jln.*Bl5^) • 6000 mg/Kg/a (:^^AMfflM6tl 20 ; 

20mg/Kg/a; l^^Jfi^inS-fe^Sa^^lii^^ 40mg/Kg/H. 











m-5^(n=10) 


mH?c(n=10) 


mA?c(n=7) 




120±10,62(<0.01) 


89.3±3.59(<0.01) 


163.7±22.1(<0.01) 




70.67,74(<0.3) 


78.2±13.3{<0.05) 


109.3±8.03(<0.02) 




86.1±9.79(<0.05) 


56.7±4.34(<0.3) 


89.0±9.76(>0.5) 




57.2±6.02 


47,0±3.82 


85.6±4.5 




354.4±25.2 


277.1±28.12 


313,3±24054 



(p<o.oi) . mmmm^^iumjim^Mmm, m^^ 




@ 3 S;*::^B^IKSe^«IJi^^5?J TOPO U ^#a<J RNA 

® 4 HL-60 ejflLJS^JI6^^t:6<I 

^ 

25 

jKj^^j. laM^J^^. S5j^m-&i^pr$!i^pm?s. ^ii. ^+^J. ^^J' 

30 ^^^^Bj^-. tS^^Sfi0lifi«jmJf48R^t«i^&3£ffi^i^^^- 



3 




c 4^ . W5fe^?g4*T^^s^ft(pH<7). mi^tmi^-^m 2.0-4.5. 

10 pH iM^m. 3.8-4.2. nrffl HCI mm.m\iiR NaaCO, ^ NaHCOj ^ 

"^mmn^mm^ ph. 



20 



^Jfi^sj 1 

25 3kg ffl 3 ft^m., l«]i^^ft«4'*BA 30 ?|-7Km?l^, 

<iS3.8, SS[SM, ^'ll*^)'^, ±?S?SfflNajC03^j£TltrpHM3.8. 

^^1^^^^, ^#iiJSI[ge^*lii^<^ffla 0.599kg, ^iSS^ll^i^^ 

Sfi^^-^*^*7 72.3%. 

30 



4 



• • _ - • * ■» • * • 

mmtk^^^ 3kg inAi'J 24 ?t-7K4^, it#. iS 90-cT*n*ft i 
at, ^^-iP^, JSJlistJig, ?*»^fflSkKti1!fM pH ^ 4.2. a 
Jll^gffi NaHCOs ^§^£T^15f pH M 7. iF^tf^g^^^l^lSi 
0.549kg, ^^!i!!lS^4'Se^$l'&ft^71.2«/5. 




1. trLnm-. 

]|5ipi£lgt4^agf4:'^^^«^4^'ll^fi^- M 18-22 C-57 /hK. 150 
^ 8.64 Ji^/^. 



40mg/Kg/H. -hH^, ^it^a^S^^inT: (lil§m#«5(i^lgt 





0 


3 


6 


10 


io^^m^ (%) 




30 


30 


26 


22 


73 




30 


30 


26 


19 


63 




30 


30 


26 


10 


33 




30 


6 


6 


3 


10 




30 


30 


30 


30 


100 



5 



^ 360mg 3 ^jfiubnm, mm 24 ^nm^mi-mnsLA^ 
i^m'f-Mmjsm 2 4 mmE^n^f-^mm (p<o.oi) . M-wn^^ 



3. 



^ge^liM?iifel^#^'H^^AeifiL^^afl& U937, HL— 60, P388 

mmM^mmmmm^wmi Mxmm a49, x^m hep— 02 
xwfSimmm mkn— 28> hctii6 mm^mm^mmmmm^^m 
f^ffl. ^4£'(*4'h>«*'M^ SI80. Bi6iife^^s, i:xRXwm^ 

tt^SMKN— 28. SGC— 7901-tfeW^MWi-I^WftiJf^ffl" 




10 



15 



20 



25 





5*:: 


P-388 


>ix ^ vifdi 1^ iftl ^ 


U-937 


yV ^ *M /lei » 


HL-60 


/Vrpv t—i ^ /3ci 1-X 1—4 Jill, /m 


K-562 


X ^ ti rf[t 


A-549 




SPC-A4 




DMS-114 




NCI-H23 




SGC-7901 




MKN-28 




HCT-116 


xi^mi^^it^js^m 


Hep-G2 


XB^M^Bm 


MCF-7 


A?L;^SSl^ 


A-431 


As^m^s. 







30 



P-388s U-937^ HL.60 ^ K-562 ^tj^ic^fltift^flfe*^^ 

yam.^^Mm'^mmm 9o^l/?L^#^ 96 ?Lm«i§#^F^' ^^jaa 



8 



5%C02 ^#T^I^ 48 /J>W^, Jbn MTT(Sigma)^R 20al/?L; mm^W 
4 /hD^^, inAHSI^ (10%SDS-5%#T!8^-O.01mol/1HC1) 50D1/?L, 

^ C02 :®#^&4')l^o ^^fflSl^M'J OD570 {to ST^^iJ-^J-^it^ 

5 

(SRB) , 24 /JnB^, MTT ^. Bt^^flSlteM 24 

m 10%?^ TCA Bosnia. 4'csjta 1 ffl^ts 

10 zK^SiJfei^. sn+S^fS^^I. TiS^inA*J!?K^^Be$'ja<J srb 

(Sigma) mm lOODl/JL. 15 *±?»JS, ffl 1%® 

15 OTJBJM'iBi^ xtMiaoD^t 

IC50{t 



^{5JS(mg/inl) 


5 


1.67 


0.56 


0.185 


0.062 IC50(mg/nil) 


P-388 


90.7 


72.1 


31.4 


5.8 


1.2 


1.03 


Hl-60 


95.7 


63.8 


25.5 


17.0 


0.0 


1.22 


U-937 


87.5 


66.1 


35.7 


37.5 


3.6 


0.93 


MKN-28 


76.2 


55,4 


24.8 


20.8 


14.9 


1.29 


SGC-7901 


48.3 


6.2 


2.1 


3.4 


0.0 




A-431 


0.0 


0.0 


0.0 


1.8 


4.6 




SPC-A4 


41.2 


23.5 


26.5 


9.8 


0.0 






5 


3.3 


2.2 


1.48 


0.99 





A-549 



92.4 86.4 50.0 30.3 54.5 



2.0 



10 



NC1-H23 


30.9 


10.3 


0.0 


4.4 


0.0 


— 


DMS-114 


75.0 


63.5 


46.2 


36.5 


19.2 


2.36 


Hep-G2 


85.9 


87.5 


75.0 


39.8 


23.4 


1.61 


K562 


85.1 


73.1 


41.8 


29.9 


19.4 


2.18 


MCF-7 


0.0 


6.3 


20.8 


1.7 


0.0 




HCT-116 


86.1 


65.7 


44.4 


30.6 


24.1 


2.15 



%m^m^ DNA fi<J*B#^^^fiWIII^^B$8P I !JI(topoisomerase 
I TOPO I III^{topoisonierasc II, lOVOVi^^^^^M^^ > 
TOPO I DNA #^*T^,S^T^ft^^^l6^^^ii2^^. {Sife^E^ 

^w^^^ DNA $f^a:fi^®fi^^ffi- TOPons^B&^jfi^ 
mm. ^-^mvcTyHKm^^mm:, ^DNAfi^j. M'f' 

DNA ^^mijm DNA %^^mmm%m\'^H dna 
s^t]»r DNA. %^^%^^mmi^mm^ dna ^^j?. -ea* 

^^fflM^IPJiDNA. -ffiDNA^^CilS^^jgSLM^ii^flajEt:. 



15 



TOPO 1 cO--^ WfiS^ife pBR322 JSf S^-f^ffl 

2> ^gfi^^iJt^i^J?* TOPOIl jS'ftfltlj^ni^: 
TOPOII:^^#fl<JkDNA ia^J^^i^ffl 



10 



1. ^Se^^$il5ti^«lW>$ijTOP01^1'6*i:^j@!feiJS!pBR322 m 

:^m2^, l! pBR322 ^M; 2t lu TOPOI S^I^^^S: 

J^jcilS: SOpM^mM-mUi ^*Tl4-lO: 0.64, 3.2. 16. 80, 400. 2000, 
lOOOOng/ml mm&0m^^m^ DMSO Pl^i*^^! I^tm, 11-17: 
0.64, 3.2, 16, 80, 400. 2000, lOOOOMg/ml SIS & ^1141^^6^* 

2. TOPOIl ift^tfy kDNA *3£3Ef f^ffi 6^1^ 

:aS3 4', ^ill: kDNA5?tMs *1c5i 2 ^ 10s lu TOPOII B|J© 
^m-. iacit3: 50nMVP16: i^lt4-9, 11: 0.64, 3.2. 16, 80, 400. 
2000, 10000^g/ml§IS&^«lm^WDMSO 1*5112- 
17: 0.64, 3.2, 16, 80, 400, 2000ng/ml fi ^*Hil5l«^6«J7|C^§tt 
18; 20% DMSOo 

TOPO I pBR322 mM^RM 

4", TOPO II ^^6<J kDNA ^SQ^^Jg 

^i^fi<]Mftfi£^i^fis«]$'jTOPo I ^ TOPO II mm-^i^m 

mti^n^^^^'l' 7^m^^^^ topo i m topo n 6ti«]*'Jtg*^§I. 

3.2 Jig/ml m I6jig/inl fi<I^!l«EP:J^»J^^WtJ7 TOPO I fO TOPO II ^ 

^14. M DMSO Rr^1*^^iiS«J^^«i*'J^sJc/^6*l^J«^»J^ 
80jxg/ml(TOPO I)^ 2000ng/inl(TOPO II)- 

j^^m^^Bj. jKm^SL^^^^m^^mm^mn^^ topo 8i 

&0mmm^^ DMSO Rr?§14^^)-5f* topo l m topo II ife^^^lBl 



II 



m±.^i^' mm&^m^M^^T^^^^ dmso ^m^f^^^^ 
Topo I Topo II u'^nt^m^^if^Mwm, Tii^m^m.^^'^^^ 

SQBS^^^iS (tyrosine protein kinases, TPK) :fe^-^'ft3ll3±S 

y^j^m^M.^ TPK m^m^m^mm'^m tpk miSL^^M'r 
m.'^mm^ ^^:x^mm^ tpk mm^WL^mmmmmmm^t^^ 

10 -l^' 

^^^Ji&^i^:S'?^'<* (epidermal growth factor receptor, EGFR) 
TPK, -eS* 1186 ^fLS^a^flt^^StM^^e. 

17000 m^-m, r^^^^^^i^^^^^^^^-^' 
4fcjg EGFR ^-f* c ^t^'sjTRmm^mm'^0^J^^^' aa-^^ys 
isj^nisiifflfla6<i^i»^ egfr ^Ei^^it®^'^^ 

A431 mssjiii TPK, mmmmi^^mmM^ tpk 



15 



20 



i^S^^M 1: 




5.0 


2.5 


1.2 


0.6 


0.3 


Cmg/ml) 














100 


100 


100 


67.9 


65.0 



PflttX^M: 2.5mM tyrphostin 25, ^00% 



12 




17% -j*v. ^i-f ^ 1 

1.5 


0.75 


0.4 


0.2 


0.1 












(mg/ml) 










^^a^ (^) 94.1 


72.5 


62.7 


62.7 


47.1 



PBtiXlTM: 0.25mM 6<I tyrphostin 25 , «lf!|#86.1% 





1.2 


0.6 


0.3 


0.15 


0.07 














(mg/ml) 












(%) 


89 


80.6 


67.7 


54.1 


37.7 



5 PHI^Jl^Ms 0.25mM &*! tyrphostm25,W3$!j¥ 80.5% 

m^^^^mmm^^mm^mmMm^i tpk mm^, i^m. 

IS^ 1.2ing/ml Bt;i^^^«J*yT TPK W^Smi^lM^. « 0.3mg/ml 

10 BtJtvT TPK 6<j«]ftij^E 65-67%^;&; i&mm^^m&^'mm^mm^ 

0.07mg/ml HlTJlif TPK JS14{JiW 37.7%fitl?|l*!|. 
^^^j^m:^^&^i>T EGFR &<J*ii. iEJtiqj^JT EOF ^^Wm^ 



1=1 



13 





10 



180-200bp M^^fKl DNA >t«T. S^Hi^3^K!!*«*ft^t&«'Ji'J^«E 
ij^ 6mg/inl" 



^BS^itiB*, DNA ^b)\mm.iiimm, ^mm^^ dna -g- 
15 MT^' m^mmixmm^mm&mmmm gi ^-mi^^ 

20 DNAWf^ffi» 

4. #SDNA 

^!jj|g4'S^^:^^^^'t"C'^W> WM 18-22 3S6<i. c-57 ^Ml,, 

25 ijjL ^co-Ym^^n±MmM, mmmm eoo i^^i, it»^^ 8.64 tk 



14 





^BfiiSl/50mm^ 










140 


40 






31 


4 






72 


30 






74 


35 






45 


35 







fiaM^6<i^ha^^^RSM5?tMM. \m\WL^^ ^ipjMs ]ii^Fijfia: 
^flng-fr^ga^^^ii^^ lomg/Kg/B; t'^fDMiS'&aise^^Jtm 

20mg/Kg/B: i^^ya^PS-t^g S ^^Jilittl 40mg/Kg/B. 

>t. ffiSmM^fflli' :&j^::»s:750^$Tit^. 

nm:sL^mn±. ^mmbw^a^. lo K^h 

m.m:^mm. ^-flSJ^aSflS*. I^J^^m^. ffl 0.005McaCl2lOinl ^ 
^^#it?+A^'ll^'i^4', a4iC&Jcm30 5J-#l'. 2500^t/4^^'l> IS^SJ-^t, 
tnl^Si^Sn 0.2MHClO45ml ^^^-^^ 90"Ciiq^ 15 ?^4PJ5^'I>, 
±7i7g^ 286nm ^iba'J^^^hfR'tfe OD {&. DNA -g-Sit^: O.D.-tt^ 
1.0=33 P g/jnlDNA. 



IS 


















Jig/ml 


49.04 


2.01 


2.71 


8.94 


6.34 


3.56 


27.03 


2.94 


8.42 


10.00 


4.82 


2.38 


27.92 


1.58 


7.19 


7.79 


6.14 


4.79 


27.19 




4.42 




3.70 


6.34 




32.79 


2.18 


5.68 


8.91 


5.25 


4.27 


P 






<0.05 


<0.01 


<0.01 


<0.01 



♦ 5 tfcidws^M:^ (p<o.oi) . ^SLmm^SQn^^w^^»^^^^^' 

DNA WlQSW^iftf^ffl o 



5. Jn;JS# 

SMHlSO^W. >F^^ySgS. MJ-^eSiESX^, 

15 ^>(2^36^iSS, ffi^^^iPo 99 ¥^ 301 CT ^^S, 10 ^ 

20 JS5^^^fff®4fc. ^'^rn^i^^ m4t3t:^dlJM, 

m^Wtt, 7{cS^^:^tliJfiL, MARIS 90 K7K»*:tN^. SflR 



16 



^!j^g4'BS*4:^^^^^'i>fi^> I8-22 C-57 yhU., 
ijJl ^Co-YMmM^±Mm^, mMM 600 itS^^ 8.64 
Mi4^ 

mM^mA--n,^%n^^m.m.^ ^mm^^ ^-^jm, (^^pjm: 

m 20mg/Kg/B: Sf5fllS^lS-&S!lSS^*iil^i^ 40mg/Kg/B. 

mwm^s-m)\o mM'^mmm, -H-a^^em. 

58:51^ e4'SEf4:*c^^«S34''i>6<lx I8-22 :^eKj> c-57 /Ma, 

uA «'co-v*r^3ffi^^j»Mi5r. ^M?Ri* 600 nm, -h-s^^ 8.64 



17 





mm 


^my-^M ffix* w ^-^ a(±sD) 




10.07±3.57 




12.84±6.75 




6.19±4.96 




13.32±6.73 



10 



15 



^wm 18-22 ^fiu^hi., ^m^^ffl^' «^ 10 

S^Kffi^?*MIf1^m^ lOmg/Kg, ^^P^tl "^Sa^m^^i^" 

#^p^e#7K: s&J?ifMla^^iMMS^^ 10 mg/Kg. p>^5p«s 







p-CIl 




28.0±2,55 






25.6±2.51 






39.8+7.40 


<0,01 




33.2±6.30 


<0.05 



20 



m^^M' itnmmmm, ^p^t/h^o.oi. Tj^aj^se^^ii^ 

18 




«, IS w- 




1 




2 




3 




4 




8 



42,00 
39,00 
36.00 
33.00 
30. 00 
27.00 
24.00 
21.00 
18, 00 
15.00 
12.00 
9. 00 
6. 00 
3.00 
0.00 





